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Two pmol of primer were used. 



Pmol Promoter-primer 
RP modified 

0 
2 
5 
5 



CO modified 
15 
13 
10 
10 



Umnodifed 

0.1 

0 

0.01 
0 



RLU 

450,157 
678,871 
681,647 
755,839 



This example shows that a mixcure of umnodified and modified or a mixture of different types of 
modified promoter-primers amplified weU, allowing detection of 3 tmol of RNA target in one hour. 



M 



,1 



IN THE CLAIMS ; 

Please cancel claims 76^;Z^5, 87 and^Twithout prejudice. 
Kindly substitute the following claims: 



39, (Four Time^yvmended) A kit for amplifying Mycobacjerial nucleic add, said 



kit containing: 



a first oligonucleotrc^ comprising the nucleotide base sequence of 
"^{y xbCCGTCACCCCACCAACAAGCT (SEQ ID NO: 22); and 

I ^ a second oligonucleotideV comprising the nucleotide base sequence of 

xGGGATAAGCCTGGGaAaCTGGGTCTAATACC (SEQ ID NO: 2). 

wherein x is nothing or is a sequence recognized by an RNA polymerase, and wherein 
each said oligonucleotide is from 22 lo about 100 bases in length. 



40. (Four Times Amended) An oligonucleotide of from 22 to about 100 bases 
in length and comprising the nucleotide base sequence of^^CGTCACCCCACCAACAAGCT 
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(SEQ ID NO: 22) or rhe sequence perfectly compleniencaiy thereto, wherein x is nothing or is a 
sequence recognized by an RNA^olymerase . 

4L V (Five Times Amended) A kit for amplifying and detecting Mycobacterial 
nucleic acid» said kit containing: 

a first olig^ucleotide of from 24 to about 100 bases in length and comprising the 
nucleotide base sequence of^SEQ ID NO: 3; and 

a second oligonucleotide of from 22 to about 100 bases in length and comprising a 
nucleotide base sequence selected from the group consisting of 
xGCCGTCACCCCACCAA(SAAGCT (SEQ ID NO: 22) and 
xGGGATAAGCCTGGGAAACTG^TCTAATACC (SEQ ID NO: 2), wherein x is nothing or is 
a sequence recognized by an RNA polymerase. 




\ 

\ 



42. (Five Times Amended) A kit for amplifying and detecting MycobacreriaL 



nucleic acid, said kit containing: 

a first oligonucleotide of from 23 to about 100 bases in length and comprising the 
nucleotide base sequence of SEQ ID NO: 8; and 

a second oligonucleotide of from 20 to about 100 bases in length and comprising a 
nucleotide base sequence selected from the group consisting of xCCaGGCCACTTCCGCTAACC 
iK V (SEQ ID NO: 23) and xCGCGGAACAGGCTAAACCGCACGC (SEQ ID NO: 7), wherein x is 

nothing or is a sequence recognized by an RNA polymeiase. 



48. (Three Times Amended) The kit of claim 41, wherein said second 
oligonucleotide has a 3' end which is modified to reduce or block extension of said second 
ohgonucleotidc by a polymerase. 
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49. Vxhree Times Amended) The kit of claim 48 further comprising a third 
\oligonucleoride having a 3' end which is unmodified, wherein said third oligonucleotide is firom 20 
^to about 100 bases in l^igth and comprises a nucleotide base sequence selected firom the group 
^ consisting of xCCAGGCCACTTCCGCTAACC (SEQ ID NO: 23) and 
xCGCGGAACAGGCTAA^CCGCACGC (SEQ ID NO: 7), wherein x is nothing or is a sequence 



th recocnized by an RNA polymei 



recognized by an RNA polymemse, and wherein the nucleotide base sequences of said second and 
diird oligonucleotides are different, ^ : 



50. (Three Times Amended) The oligonucleotide of claim 40, wherein said 
oligonucleotide has a 3' end which is modified to reduce or block extension of said oligonucleotide 
by a polymerase. 



51. (Four Times Amended) A composition comprising: 
^ a first oligonucleotide in accordance with said oligonucleotide of claim 40, wherein 

said first oligonucleotide has a 3' end which is not modified to reduce or block extension of said first 
oligonucleotide by a polymerase; and 

a second oligonucleotide in accordance with said oligonucleotide of claim 40, 
wherein said second oligonucleotide has a 3' end which is modified to reduce or block extension of 
said second oligonucleotide by a polymerase. 



54. (Four Times Amended) The composition of claim 5 1 further comprising a 
third oligonucleotide having a 3' end which is modified to reduce or block extension by a 
polymerase, wherein the 3' ends of said second and third oligonucleotides are differently modified. 



55. (Three Times Amended) The kit of claim 42, wherein said second 
^ oligonucleotide has a 3' end which is modified to reduce or block extension of said second 

oligonucleotide by a polymerase. 
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56. (Three Times Amended) The Idr of claim 55 furfier comprising a third 
I J[ oligonucleotide having a 3' end which is not modified to reduce or block extension of said third 

P oligonucleodde by a polymerase. 



67, (TWee Times Amended) A primer oligonucleotide of from 10 to 100 
^ p . nucleotide bases in lengm^which hybridizes lo a nucleotide base sequence region present in 
(a) / \Mycobacrerium mbercuhsis^nclcic acid under amplification reaction conditions, wherein the 

rO /nucleotide base seqaence of saiU region is the nucleonide base sequence of SEQ ID NO: 22 or the 
sequence perfectly complememaA thereto. 

68. (Twice Amend^) The primer oligonucleotide of claim 67, said primer being 
fifom 15 to 50 nucleotide bases in length^ 

69, (Twice Amended) The primer oligonucleotide of claim 67, said primer 
oligonucleotide comprising the nucleotide bpe sequence of SEQ ID NO: 22 or die sequence 
perfectiy complementary thereto. 

70. (Three Times Amended) The primer oligonucleotide of claim 67, wherein 
the nucleotide base sequence of said primer oligonucleotide consists of or is contained within i 
nucleotide base sequence of SEQ ID NO; 22 or the sequence perfectiy complementary thereto. 



7 1 . (Twice Amended) The primer oligonucleotide of claim 67 further comprising 
a nucleotide base sequence which is recognized by an RNA polym^^e which initiates transcription. 

72, (Three Times Amended) The primer oligonucleotide of claim 7 1 , said primer 
oligonucleotide comprising a nucleotide base sequence selected firom'^e group consisting of SEQ 
ID NO: 1 and SEQ ID NO; 19. ^ 
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73. (Thr^ Times Amended) The primer oligonucleotide of claim 71, wherein 
^ ^ the nucleotide base sequentffe of said primer oligonucleotide consists of or is contained within a 
^ nucleotide base sequence selea|d from the group consisting of SEQ ID NO: 1 and SEQ ID NO: 1 9. 



a first primer oligonucleotide consisting of an oligonucleotide of from 10 lo 100 



75. VThrce Times Amended) A composition for amplification of Mycobacterium 
tuberculosis nucleic aci^ said composition comprising; 

K 

C^X \ nucleotide bases in length Vhich hybridizes to a, nucleotide base sequence region present m 
jj^^/ Mycobacierium tuberculosisrmclcic acid under amplification reaction conditions, wherein the 
nucleotide base sequence of saidvregion is the nucleotide base sequence of SEQ ID NO:23 or the 
sequence perfectly complementaiyVtiiereto; and 

a second primer oligonucleotide consisting of an oligonucleotide of from about 10 
to about 100 nucleotide bases in length which hybridizes to a nucleotide base sequence region 
preseni in Mycobacterium tuberculosis\^cleic acid under amplification reaction conditions, 
wherein die nucleotide base sequence of saic^gion is ihe nucleotide base sequence of SEQ ID NO; 
7 or the sequence perfealy compleraencary diereto. 



th^t< 



78. (Three Times Amended) The composition of claim 75, wherein at least one 
of said first and second primer oligonucleotides further comprises a nucleotide base sequence which 
is recognized by an RNA polymerase which initiates transcription. 



79. (Fouf^Times Amended) The composition of claim 75 further comprising a 
^ \ hybridization probe of fi:om about 10 to about 100 nucleotide bases in length which hybridizes 



^pecificiry ro at least 10 cort^guous bases of a nucleotide base sequence region present 



m 



p [ Mycobacterium tuberculosis nucleic acid to form a detectable duplex under reaction conditions, 
wherein the nucleotide base sequence of said region is the nucleotide base sequence of SEQ ID NO: 
8 or the sequence perfectly complei^ataiy thereto. 
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^ 80. CTv^ce Amended) The conqwsicioo of claim 79, wherein said probe 
P^ 7 cpmprises a nucleotide base^sequence selected from the group consisting of SEQ ID NO: 8 and the 
I'sequence pe rfectly complementary thereto. 



82. (Three Times Amended) The composition of claim 79, wherein said probe 
further comprises a detectable label. 



83. (Amended) TTie composition of claim 82, wherein said detectable label is an 
acridinium ester. 



84, (nWee Times Amended) A composition for araplificaiion of Mycobacterium 
\ tuberculosis nucleic acid,^d composition comprising first and second primer oligonucleoddes, 
each of said primer oligonucleotides being from about 10 to about 100 nucleotide bases in length, 
/ wherein said first primer oligonucleodde hybridizes to a nucleotide base sequence 

region present in Mycobacterium'tuberculosis nucleic acid under amplification reaction conditions, 
and wherein the nucleotide base se\uence of said region is the nucleotide base sequence of SEQ ID 
NO: 22 or die sequence perfecdy complementary thereto, and 

wherein said second primer oligonucleotide hybridizes to a nucleotide base sequence 
region present in Mycobacterium tuberculosis nucleic acid under amplification reaction conditions, 
and wherein the nucleotide base sequenc^f said region is the nucleotide base sequence of SEQ ID 
NO: 2 or the sequence perfectly complemei^tary thereto. 



' 0*^^ (Tw^e Amended) The composition of claim 84, wherein said first primer 

^ oligonucleotide coupes tii^ucleotide base sequence of SEQ ID NO: 22, and wherein said second 
primer oligonucleotide comprites the nucleotide base sequence of SEQ ID NO: 2. 
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88. (Twice Amended) The composiuon of claim 84 or 86, wherein at least one 
of said first and second prim^ oligonucleoiides further comprises a nucleotide base sequence which 
is recognized by an RNA polymerase which initiates transcription. 



89. (Twee Amended) The composition of claim 84 or 86 funher comprising a 
1^ \ hybridization probe of from^about 10 to about lOO nucleotide bases in length which hybridizes with 
\ specificity to at least 10 conttguous bases of a nucleotide base sequence region of MycobacTerium 
\^ Auberculosis nucleic acid to form a detectable duplex under reaction conditions, wherein said region 



\ 



consists of the nucleotide base sequence of SEQ ID NO: 3 or the sequence perfectly conqplementary 



thereto. 



\ 



C-^vX ^ \\^ 90. (Amended) ^he composition of claim 89, wherein said probe comprises the 
nucleotide base sequence of SEQ NO; 3 or the sequence perfectly complementary thereto. 



92. 

detectable label. 



(Amended) The con^sition of claim 89, wherein said probe comprises a 



,1 




96. (Twite Amended) A probe mix comprising: 

a hybridizanoii probe of fix)m 10 to 100 nucleotide bases in length which hybridizes 
with specificity to at least 10 contiguous bases of a nucleotide base sequence region present in 
Mycobacierium tuberculosis nucteic acid to form a detectable hybridization duplex tmder reaction 
conditions, wherein the nucleotide biase sequence of said region is the nucleotide base sequence of 
SEQ ID NO; 8 or the sequence perfectly complementary thereto; and 



a helper oligonucleotidV 



\ 
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97, (Amended) Th^robe mix of claim 96, wherein said helper oligonucleotide 
consists essentially of a nucleic acid $e^At selected from the group consisting of SEQ ID NO; 
9andSEQIDNO: 10. 

98, ^mended) A probe mix comprising: 

a hybridization probe of from 10 to 100 nucleotide bases in length which hybridizes 
Q^^^ \ with specificity to at leastUO contiguous bases of a nucleotide base sequence region present in 
^ ^ ^ ^Mycobaaerium tubercuIosirwicMQ acid to form a detectable hybridization duplex under reaction 
/ conditions, wherein die nucleotide base sequence^of said region is the nucleotide base sequence of 
SEQ ID NO: 3 or the sequence\>erfectly complementary thereto; and 
a helper oligonucleotide. 

99, (Amended) The probe mix of claim 98, wherein said helper oligonucleotide 
consists essentially of a nucleic acid sequence selected from the group consisting of SEQ ID NO: 
4 and SEQ ID NO: 5, 



100, (Threg Times Amended) A kit for amplifying Mycobacterial nucleic acid, 
^^^y ^ \ said kit containing: 



\ a first oligonucleimde comprising xCCAGGCCACTTCCGCTAACC (SEQ ID NO: 

23); and 

a second oligonucl^nde comprising xCGCGGAACAGGCTAAACCGCACGC 



^\ CSEQ ID NO; 7), 

^ ^ wherein x is noihing or iS a sequence recognized by an RNA polymerase. 



101. (Three Tiraes Amended) A con^)osition useful in the deiecdon of 
Mycobacterium Tuberculosis, said composiiifen comprising: 
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a) a hybridization probe of ficom about 10 co about 100 nucleotide bases in length 
comprising a nucleotide b^ sequence which hybridizes with specificity !o at least 10 contiguous 
bases of a nucleotide base s\uence region of a target Mycobacterium luberculosh nucleic acid, 
wherein the nucleotide base sequence of said region is a nucleotide base sequence selected from die 
group consisting SEQ ID NO: 3, SEQ ID NO: 8, and the sequences perfectly complementary Thereto; 
and 

b) a primer oligc^nucleotide of from about 10 to about 100 nucleotide bases in 
length which hybridizes to a nucleotide base sequence region of Mycobaaeriwn tuberculosis nucleic 
acid under amplification reaction conditions, wherein the nucleotide base sequence of said region 
is a nucleotide base sequence selected from the group consisting of SEQ ID NO: 2, SEQ ID NO: 7, 
SEQ. ID NO: 22, SEQ ID NO: 23, and the s^cjuences perfectly complementary tiiereto. 



102. (Amended) A composition comprising: 

a first oligonucleotide comprising a first primer sequence able to hybridize ai or near 
the 3' end of a (+) target nucleic acid sequence, a 5' promoter sequence, and a modification at or near 
the 3' end of said first primer sequence which reduces or blocks extension of said first primer 
sequence by a polymerase compared to said first primer sequence not having said modification; 

a second oligonucleotide comprising a second primer sequence able to hybridize at 
or near the 3' end of said (+) target sequence, a 5' promoter sequence, and an optionally present 
modification at or near the 3' end of said second primer sequence which reduces or blocks extension 
of said second primer sequence by a polymerase compared to said second primer sequence not 
having said modification* wherein said second oligonucleotide hybridizes to said (+) target sequence 
in effectively die same position as said first oligonucleotide, and wherein said modification to said 
second primer sequence, if present, is different than said modification to said first primer sequence; 

a third oligonucleotide comprising a third primer sequence able to hybridize to the 
3' end of a (-) target nucleic acid sequence which is the complement of said (+) target sequence, an 
optionally present 5' promoter sequence, and an optionally present modification at or near the 3' end 
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of said ihird primer sequence which reduces or blocks extension of said third primer sequence by 
a polymerase compared to said third primer sequence not having said modification; 

an enzyme selected from the group consisdng of a DNA-dependent DNA polymerase 
'\J and an RNA-dependeni DNA polymerase; and 
\ ^ RNA polymerases that recognize said promoter sequence of sad first and 

second oligonucleotides. 



108- (Amended) The composition of claim 102 fanher comprising a molecule 
selected ftomihe group consisting of DMSO, dimethylfonnamide, ethylene glycol, zinc and glycerol. 



109, (Amended) The composition of claim 102 farther comprising a helper 
oligonucleotide. 



111. (Amended) The composition of claim 102, wherein said second primer 
sequence comprises said modificadon at or near its 3' end. 

112. (Amended) The composition of claim 111 fuither comprising a foonh 
oligonucleotide comprising a fourth primer sequence that hybridi2es in effectively the same position 
as said first and second oligonucleotides and an optionally present 5* promoter sequence, wherein 
said fourth primer sequence does not contain a modification ai or near its 3* end which reduces or 
blocks extension of said fourth primer sequence. 

113. (Amended) The composition of claim 111, wherein the 3' end modifications 
to said first and second primer sequences are independentiy selected ft'om die group consisting of 
an alkane diol modification, a 3' deoxynucleotide residue, a nucleotide with a nonphosphodiester 
linkage, a non-nucleotide modification, a base non-complementary to said target sequence, and a 
dideoxynucleotide. 

Page 11 of 33 



Received from < SS84108922 > at 4/3102 S:47:4S PM [Easte^^ 



APR-03-02 16:57 FROH-GEN-PROBE EXECUTIVE OFFICE 



6584108922 



T-6B4 P. 16 F-485 



AMENDMENT Serial No. 08/480,472 

Any. Docket No. GP034-03.DV1 

1 14. (Amended) The composition of claim 111, wherein the 3' end modifications 
10 said first and second primer sequences are independently selected from the group consisting of 
cordycepin, a ribonucleotide, and a phosphorothioate nucleotide. 

115. (Amended) The composition of claim 102, wherein said third primer 
sequence does not comprise said modification at or near its 3' end. 

1 16. (Amended) The composition of claim 102, wherein said third oligonucleotide 
comprises said 5* promoter sequence. 

117. (Amended) The composition of claim 116, wherein said third primer 
sequence comprises said modification at or near its 3' end. 

1 18. (Amended) The composition of claim 102, wherein said first and second 
primer sequences arc the same. 

119. (Amended) The composition of claim 102, wherein said first and second 
primer sequences are different. 

120. (Amended) A composition comprising; 

a first oligonucleotide comprising a first primer sequence able to hybridize to the 3' 
end of a (+) target nucleic acid sequence, an optionally present 5' promoter sequence, and an 
optionally present modification at or near the 3' end of said first primer sequence which reduces or 
y\ blocks extension of said first primer sequence by a polymerase compared to said first primer 
sequence not having said modification; 

a second oligonucleotide comprising: a second primer sequence able to hybridize at 
or near the 3' end of a (-) target nucleic acid sequence which is the complement of said (+) target 
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sequence, a 5' promoier sequence, and a modification at or near the 3' end of said second primer 
sequence which reduces or blocks extension of said second primer sequence by a polymerase 
compared to said second primer sequence not having said modification; 

a third oligonucleotide comprising a third primer sequence able to hybridize at or near 
the 3' end of said (-) target sequence, a 5' promoter sequence, and an optionally present modification 
at or near the 3' end of said third primer sequence which reduces or blocks extension of said third 
primer sequence by a polymerase coinpared to said third primer sequence not having said 
modification, wherein said third oligonucleotide hybridizes to said {-) target sequence in effectively 
the same position as said second oligonucleotide, and wherein said modification to said third 
oligonucleotide, if present, is different than said modification to said second oligonucleotide; 

an enzyme selected from the group consisting of DNA-dependent DNA polymerase 
and RNA-dependent DNA polymerase; and 

one or more RNA polynierases that recognize said promoter sequences of said first 
and second oligonucleotides. 



^ 126. (Amended) The composition of claim 120 furdier comprising a molecule 

1^ selected fi^m the group consisting of DMSO, dimethylformamide, ethylene glycol, zinc and glycerol. 

127, (Amended) The composition of claim 120 funher comprising a helper 
oligonucleotide. 



129. (Amended) The composition of claim 120, wherein said third primer 
^^^^ sequence comprises said modification at its 3* end. 



130. (Amended) The composition of claim 129 funher comprising a fourth 
oligonucleotide con^rising a fourth primer sequence diai hybridizes in effectively the same position 
as said second and third oligonucleotides and an optionally present 5' promoter sequence, wherein 
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said fourth primer sequence does not comprise a modification at or near its 3' end which reduces or 
blocks primer extension of said fourth primer sequence. 

13 1 . (Amended) The composition of claim 129, wherein said 3' end modifications 
to said second and third primer sequences are independently selected from the group consisting of 
an alkane diol modification, a 3' deoxynucleotide residue, a nucleotide with a nonphosphodiesier 
hnkage, a non-nucleotide modification, a base non-complementary to said target sequence, and a 
dideoxy nucleotide . 

132. (Amended) The composition of claim 129, wherein the 3' end modifications 
to said second and third primer sequences are independently selected from the group consisting of 
cordycepin, a ribonucleotide, and a phosphorothioate nucleotide. 

133. (Amended) The composition of claim 120. wherein said first primer sequence 
does not comprise said modification at or near its 3* end, 

1 34. (Amended) The composition of claim 1 20, wherein said first oligonucleotide 
comprises said 5' promoter sequence. 

135. (Amended) The composition of claim 120, wherein said first primer sequence 
comprises said modificadon at or near its 3' end. 

1 36. (Amended) The composition of claim 134, wherein said promoter sequences 
of said first, second and third oligonucleoddes are the same. 

137. (Amended) The composition of claim 120, wherein said promoter sequences 
of said second and third primer sequences are the same. 
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138. (Amended) The composition of claim 120, wherein said promoier sequences 
of said second and said third primer sequences are differeni. 

139. (Amended) A kit comprising: 

a &st oligonncleoiide comprising a first primer sequence able to hybridize at or near 
the 3* end of a (+) t^et nacleic acid sequence, a 5' promoter sequence, and a modification at or near 
the 3' end of said first primer sequence which reduces or blocks extension of said first primer 
sequence by a polymerase compared to said first primer sequence nor having said modification; 

a second oligonucleotide comprising a second primer sequence able to hybridize at 
or near the 3' end of said (+) target sequence, a 5* promoter sequence, and an optionally present 
modification ai or near the 3* end of said second primer sequence which reduces or blocks extension 
of said second primer sequence by a polymerase compared to said second primer sequence not 
having said modification, wherein said second oligonucleotide hybridizes to said (+) target sequence 
in effectively the same position as said first oligonucleotide, and wherein said modification to said 
second primer sequence, if present, is different than said modification to said first primer sequence; 

a third oligonucleotide comprising a third primer sequence able to hybridize to the 
3' end of a (-) target nucleic acid sequence which is the complement of said (+) target sequence, an 
optionally present 5' promoter sequence, and an optionally present modification at or near the 3' end 
of said diird primer sequence which reduces or blocks extension of said third primer sequence by 
a polymerase compared to said third primer sequence not having said modification; 

an enzyme selected fiom the group consisting of DNA-dependent DNA polymerase 
and RNA-dependem DNA polymerase; and 

one or more RNA polymerases that recognize said promoter sequences of said first 
and second oligonucleotides. 

140. (Amended) The kit of claim 139 further comprising a hybridization probe 
able to indicate the presence of said (+) target sequence or said (-) target sequence. 
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14L (Amended) A kit comprising: 

a first oligonucleotide comprising a first primer sequence able to hybridize to tbe 3' 
end of a (+) target nucleic acid sequence, an optionally present 5' promoter sequence, and an 
optionally present modification at or near the 3' end of said first primer sequence which reduces or 
blocks extension of said first primer sequence by a polymerase compared to said first primer 
sequence not having said modification; 

a second oligonucleotide comprising a second primer sequence able to hybridize at 
or near the 3' end of a (-) target nucleic acid sequence which is die complement of said (+) target 
sequence, a 5' promoter sequence, and a modification at or near the 3* end of said second primer 
sequence which reduces or blocks extension of said second primer sequence by a polymerase 
compared to said second primer sequence not having said modification; 

a third ohgonucleoude comprising a third primer sequence able to hybridize at or near 
the 3' end of said (-) target sequence^ a 5' promoter sequence, and an optionally present modification 
at or near the 3' end of said third primer sequence which reduces or blocks extension of said third 
primer sequence by a polymerase compared to said third primer sequence not having said 
modification, wherein said third ohgonucleoude hybridizes to said (-) target sequence in effectively 
the same position as said second oUgonucleoiide and said modification to said third oligonucleotide, 
if present, is different than said modification to said second oligonucleotide; 

an enzyme selected fix>m the group consisting of DNA-dependent DNA polymerase 
and RNA-dependent DNA polymerase; and 

one or more RNA polymerases that recognize said promoter sequences of said first 
and second oligonucleotides. 




142, (Amended) The kit of claim 141 further comprising a hybridization probe 
able to indicate the presence of said (+) target sequence or said (-) target sequence. 
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143. Vxwice Amended) An oligonucleotide of from 20 to about 100 bases in 
S^V l^g*, said oUgonucleotide comprising a nucleotide base sequence selected from the group 

^ [Jl /insisting of xis;C^ (SEQ ID NO; 23), 

xCGCGGAACAGGCTA^CCGCACGC (SEQ ID NO: 7), and the sequences perfectly 
complementary thereto, whei^ x is nothing or a sequence recognized by an RNA polymerase. 

144. (Twice Amended) The composition of claim 143, wherein said 
oligonucleodde has a 3' end which is modified to reduce or block extension of said oligonucleotide 
by a polymerase. 

145. \ (Twice Amended) A composition comprising: 
I a fir?t oligonucleotide in accordance with said oligonucleotide of claim 143, wherein 

r ^jP Vsaid first oligonucleotide\a$ a 3' end which is not modified to reduce or block extension of said first 
^ ^onucleonde by a polymsrarase; and 

\ X a second oligonucleotide in accordance with said oligonucleotide of claim 143, 

1^ wherein said second oligonucleotide has a 3' end which is modified to reduce or block extension of 

said second oligonucleotide by aVolymerase. 

146. (Twice Amended) The composition of claim 1 45 further comprising a third 
oligonucleotide having a 3' end which is modified to reduce or block extension of said third 
oligonucleotide by a polymerase, wherein the 3' ends of said second and diird oligonucleotides are 
differently modified, 

# 147. (Tv^e Amended) A primer oligonucleotide of from 10 to 100 nucleotide 

ji^\^^bases in length which hybridizes to a nucleotide base sequence region present in Mycobacierium 
^ ^ (1 ^^berculosis nucleic acid und^ amplification reaction conditions, wherein the nucleotide base 
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sequence of said region is die nucleotide base sequence of SEQ ID NO; 23 or the sequence perfectly 
complementary thereto. 

148. (Amended) The primer oligonucleotide of claim 147, wherein said primer 
oligonucleotide is from 15 to 50 nucleotide bases in length. 

149. \Amended) The primer oligonucleotide of claim 147, wherein said primer 
oligonucleotide is from Mout 20 to about 100 nucleotide bases in lengdi. 

%\ f (Amen^d) The primer oligonucleotide of claim 69, wherein said primer 

• oligonucleotide is from 22 to about 100 nucleotide bases in length. 

15 L (Twice Amende^) The primer oligonucleotide of claim 147, wherein said 
primer oligonucleotide comprises the nucl^tide base sequence of SEQ ID NO: 23 or die sequence 
perfectly complementary thereto. 

152. (Twice Amended) The prim^u)ligonucleotide of claim 147, wherein the 
nucleotide base sequence of said primer oligonucleotide consists of or is contained within the 
nucleotide base sequence of SEQ ID NO: 23 or the sequence perfectiy complementary thereto. 



153. (Amended) The primer oligonucleotide of claim 147 further comprising a 
nucleotide base sequence which is recognized by an RNA polymerase which initiates transcription. 

154. (Amended) The primer oligonucleotide of claim 153, wherein said primer 
oligonucleotide comprises the nucleotide base sequence of SEQ ID NO: 6 or SEQ ID NO: 19. 
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155. (Amended) The primer oligonucleoiide of claim 153, wherein the nucleotide 
base sequence of said primer oligonucleotide consists of or is contained within the nucleotide base 
sequence of SEQ ID NO: 6 or SEQ ID NO: 19, 

156. (Amended) The composition of claim 82 fimher comprising: 
a first helper oligonucleotide comprising the nucleotide base sequence of SEQ ID NO: 

9; and 

a second helper oligonucleotide comprising the nucleotide base sequence of SEQ ID 

NO: 10. 

(Amended) The composition of claim 101 further comprising a helper 
I oligonucleotide cc^irising a nucleotide base sequence selected from che group consisting of SEQ 
^ \ ID NO: 4, SEQ ID^^O: 5, SEQ ID NO: 9, SEQ ID NO: 10, and the sequences perfectly 
complementary thereto^ 



0/ 



A 



158. (Arnfended) A icii comprising a primer oligonucleotide of from about 10 to 
about 100 nucleotide bases m length which hybridizes to a nucleotide base sequence region of 
Mycobacterium tuberculosis nucleic acid under amplification reaction conditions* wherein the 
nucleotide base sequence of sai\ region is a nuclejoride base sequence selected firom the group 
consisting of SEQ ID NO: 7, Se\ ID NO: 22, SEQ ID NO: 23, and die sequences perfectly 
complementary thereto. 

159. (Amended) A comDOSition comprising a specifically detectable nucleic acid 
hybrid formed under reaction conditions lietween a nucleotide base sequence region present in 
Mycobacterium tuberculosis nucleic acid, ok a sequence perfealy complementary thereto, and a 
hybridi2ation probe of from about 10 to about ie(D nucleotide bases in length comprising a nucleotide 
base sequence which hybridizes with specificity to at least 10 contiguous bases of said region, or the 
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sequence pVfecdy complementary thereto, wherein the nucleotide base sequence of said region is 
a nucleotide sequence selected from the group consisting of SEQ ID NO: 3, SEQ ID NO: 8, and 
the RNA equivalenis thereof, 

160\ (Amended) A composition useful in die detection of Mycobacterium 
Tuberculosis^ said coiroosition comprising: 

a) aliybridization probe of from about 10 tx> about 100 nucleotide bases in length 
comprising a nucleotide bW sequence which hybridizes with specificity to at least 10 contiguous 
bases of a nucleotide base seiauence region present in Mycobacterium tuberculosis nucleic acid under 
reaction conditions, whercinNhe nacleotide base sequence of said region is the nucleotide base 
sequence of SEQ ID NO: 3 or iKf sequence perfecdy complemeniary thereio; and 

b) a primer oUteonuclcotide of fifom about 10 to about 100 nucleotide bases in 
length which hybridizes to a nucleoriqe base sequence region present in Mycobacterium tuberculosis 
nucleic acid under amplification leactibn conditions, wherein the nucleotide base sequence of said 
region is selected from the group consi^ng of SEQ ID NO; 22, SEQ ID NO: 2, and sequences 
perfecdy complementary thereto. 

161. (Amended) The composition of claim 160 further comprising a helper 
oligonucleotide comprising a nucleotide base seqiWce selected from the group consisting of SEQ 
ID NO: 4, SEQ ID NO: 5* and die sequences perfecfl^ complementary thereto. 

162. (Amended) A kit comprising a tomer oligonucleotide of from about 10 to 
about 100 nucleotide bases in length which hybridizes to a. nucleotide base sequence region present 

\\ in Mycobacterium Tuberculosis nucleic acid under amplifi^tion reaction conditions, wherein the 
nucleotide base sequence of said region is the nucleotide base sequence of SEQ ID NO: 22 or the 
sequence perfecdy complementary thereto. 



r 1 
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165\^ (Amended) A composition comprising a specifically detectable nucleic acid 
hybrid formed undeXeaciion conditions between a nucleotide base sequence region present in 
Mycobacterium mbera^sis nucleic acid, or a sequence perfectly complementary thereto, and a 
hybridization probe of fium about 10 to about 100 nucleotide bases in length comprising a nucleotide 
base sequence which hybridizes with specificity to at least 10 contiguous bases of said region, or the 
sequence perfectly complementary thereto, wherein the nucleotide base sequence of said region is 
the nucleotide base sequence « SEQ ID NO: 3 or the RN A equivalent thereof. 

164. (Amended)\ A composition useful in the detection of Mycobaaerium 
tuberculosis, said composition comjirising: 

a) a hybridization kobe of from about 10 to about 100 nucleotide bases in length 
comprising a nucleotide base sequence Vhich hybridizes witii specificity to at least 10 contiguous 
bases of a nucleotide base sequence regioiWesent in Mycobacterium Tuberculosis nucleic acid under 
reaction conditions, wherein the nucleotide base sequence of said region is the nucleotide base 
sequence of SEQ ID NO: 8 or the sequenceVerf^tly complementary thereto; and 

b) a primer ohgonucleotiae of from about 10 to about 100 nucleotide bases in 
length which hybridizes to a nucleotide base sequence region present in Mycobacterium tuberculosis 
nucleic acid under amplification reaction conditions, wherein the nucleotide base sequence of said 
region is a nucleotide base sequence selected from tBe group consisting of SEQ ID NO: 23, SEQ ID 
NO: 7, and the sequences perfectiy complementary tn^to. 

165. (Amended) The composition of\daam 164 further comprising a helper 
oligonucleotide comprising a nucleotide base sequence seleOted from tiae group consisting of SEQ 
ID NO: 9, SEQ ID NO: 10, and the sequences perfectly commeraeniaiy diereio. 

166. (Amended) A kit comprising a primer olig^ucleotide of from about 10 to 
about 100 nucleotide bases in length which hybridizes to a nucleorid^ase sequence region present 
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in Mycobacteriunhuberculosis nucleic acid under amplification reaction condiiions. wherein the 
nucleotide base seqiience of said region is a nucleotide base sequence selected from the group 
consisting of SEQ ID NO; 23, SEQ ID NO: 7, and die sequences perfecdy complementary thereto, 

167, (Amended) A con^josition comprising a specifically detectable nucleic acid 
hybrid formed under reacticm conditions between a nucleotide base sequence region present in 
Mycobacterium tuberculosis ti^cl^iz acid, or a sequence perfecdy complementary thereto, and a 
hybridizarion probe of from abou^lO to about 100 nucleotide bases in length comprising a nucleotide 
base sequence which hybridizes Ah specificity to at least 10 contiguous bases of said region, or the 
sequence perfecdy complementary mereto, wherein the nucleotide base sequence of said region is 
the nucleotide base sequence of SEqW NO: 8 or the RNA equivalent thereof. 

168, (Amended) The kk of claim 41 further comprising a helper oUgonucleoude 
comprising a nucleotide base sequence selected from the group consisting of SEQ ID NO: 4, SEQ 
ID NO: 5, and the sequences perfectly complementary thereto. 

1 69, (Amended) The kit of claib 42 further comprising a helper oligonucleotide 
comprising a nucleotide base sequence selected froikthe group consisting of SEQ ID NO: 9, SEQ 
ID NO: 10, and the sequences perfecdy complementiU diereto. 



170. (Amended) The composition of claim 80, wherein said probe fonher 
comprises a detectable label. 

171, (Amended) The composition of claim 170, wherein said detectable label is 
an acridinium ester. 
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9; and 



NO: 10- 



172. (Amended) The composition of claim 170 further comprising: 

a first helper oligonucleotide comprising the nucleotide base sequence of SEQ ID NO: 

a second helper ohgonucleotide comprising the nucleotide base sequence of SEQ ID 



173. (NeV) The kit of claim 162 further comprising a second primer 
oligonucleotide of fix)m abo^t 10 to about 100 nucleotide bases in length which hybridizes to a 
^1/ \l ^^^^^^ nucleotide base sequence region pieseni in Mycobacreriwn tuberculosis nucleic acid under 



ilification reaction conditions Vherein the nucleotide base sequence of said second region is the 
lucleotide base sequence of SEQ lE^ NO: 2 or the sequence perfectiy complemeniary thereto. 



174. (New) The kit o\claim 166, wherein the nucleotide base sequence of said 
region is the nucleotide base sequence of ^Q ID NO: 23 or the sequence peifecdy complementary 
thereto. 



175. (New) The kit o: 
region is the nucleotide base sequence of 
thereto. 




166, wherein the nucleotide base sequence of said 
NO: 7 or the sequence perfectiy complementary 



176, (NeV) A hybridization probe of from about 10 to about 100 nucleotide bases 
in length comprising a nucli^tide base sequence which hybridizes with specificity to at least 10 
\coBtiguous bases of a nucleotide base sequence region present in Mycobacterium tuberculosis 
j^ucleic acid under reaction coMitions, wherein the nucleotide base sequence of said region is the 
' nucleotide base sequence of SEq\d NO: 3 or the sequence perfecdy complementary thereto. 
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